al,, 19653 Rutter et al 1965; and Winstead and Wold, 1964) . More recent 3 data, however, indicate the presence of four subunits of at least two types (Her&wits et al,, 1967; Kawahara and Tanford, 1966; and including the possibility of two identical halfmolecules (Chan and Morse, 1967; Lai et al,,19653 Udenfriend and Velick, 1951) . The data to be presented here support this latter model.
Materials and Methods
Aldolase was prepared from rabbit muscle by the method of Green and Taylor as modified by Drechsler, Boyer and Kowalsky (1959) A 5-ml aliquot of the pH 9.0 formaldehyde was added, and the pH apain titrated to 9.00-g. 05. Volumes~and concentrations were adjusted to give a total volume of 15 ml at the end of the titration.
Molecular weinht determinations were made by molecular sieve chromatography with Sephadex G-200 in a manner similar to that of Andrews (1965) . Disc electrophoresis was performed by the technique of Davis (1964) .
Results and Discussion
The ultraviolet absorbance of aldolase is slowly altered and the enzyme Spectrum of Aldolase-Substrate Mixture after 84 hours at ca. 22" C. The enzyme (150 mg) at 10 mg/ml protein in 0.05 fi glycylglycine, pH 7.5, was placed in a dialysis bag and dialyzed = 30 ml of 0.10 M_ fructose-1,6-diphosphate in 0.05 E glycylglycine, pH 7.5, at ca. 22°C. After 84 hours, 50 ul of the bag contents were diluted to 1.0 ml with dialysis medium and the spectrum measured in a Gary Model-14 spectrophotometer s the -same dialysis medium as blank.
Sedimentation velocity (S~O,~ * 5.9 S) and diffusion (D~o,~ = 6.7 x -7 2 -1 10 an set ) measurements on the product gave molecular weights of approxfmately 85,000,indicating a half molecule of aldolase. On dialysis to rezmve excess substrate, the product is stable and retairnapproximately 15% of the specific activity of the native enzyme, but the intensity of the yellow color is decreased. wt. 2,000,OOO) as standards is shown in Figure 2 . Based on 158,000 as mole- Disc electrophoresis of Native Aldolase (left) and Substrate-modified Aldolase (right).
Arrows indicate the top of the separation eel. Sample approxtmately 15 q.
